Abstract Current estimates indicate that the hepatitis C (HCV) is the leading cause of mortality around the world, with infection rates steadily increasing in Egypt. The dual therapy for this silent epidemic with pegylated-interferon-a2b/ribavirin has markedly improved the success rates in genotype-4 patients. It was reported that apoptosis plays a vital mechanistic role in limiting viral replication. P53, a key regulator of apoptosis, induces CD95 gene expression and subsequently initiates apoptotic cascade to be activated. The current study examined the impact of P53 rs1042522 and CD95 rs1800682 polymorphisms on the treatment response. Three groups of 240 volunteers were enrolled in this study; 86 in sustained virological responders group, 74 in non-responders group, and 80 in control group. All patients had HCV genotype-4a and were interferon treatment naïve. Quantizations of HCV-RNA by qRT-PCR and histological scores were performed for all patients. In addition, genotyping of HCV-RNA, P53 rs1042522 Arg/Pro and CD95 rs1800682 A/G polymorphisms were investigated in all subjects. It was resulted that P53 Pro/Pro homozygous genotype has high significant increase, while CD95 A/A homozygous genotype has high significant decrease when comparing non-responders with responders. Finally, it was concluded that Pro variant of P53 rs1042522 may be used as a genetic predictor for non-responsiveness, while A/A variant of CD95 rs1800682 may be used as a sensitive biomarker for responsiveness to antiviral therapy of HCV genotype-4a infection. In addition, low prolactin, high total
Introduction
Globally, the hepatitis C virus (HCV) is the main cause of mortality and it was identified 25 years ago. 1 Since then, HCV infection has spread and its distribution varies broadly among various geographic areas. Africa and Asia have the highest reported rates of infections (more than 2.9%), while industrialized regions like America and Europe have lower rates of infections (less than 1%). 2 Recent epidemiological data indicate that infection steadily increased from 2.3% to 2.8% between 1990 and 2005. 3 Pre-clinical and clinical outputs in these industrial areas promise high response rates with some adverse effects following treatment with dual or triple direct-acting antiviral agents (DAA) therapy. However, such DAAs are designed with genotype 1 as the principle target and often have limited pan-genotypic efficacy or have yet to be approved for use against other genotypes. In 2015, it was reported that successful treatment for HCV is made difficult by the presence of various hosts, viruses, and treatment-related factors. The addition of telaprevir and boceprevir to the arsenal improved success rates in genotype 1 infected patients from roughly 40% in treatmentnaïve patients with interferon-based dual therapy to 60.8% and 54.2%, respectively, but rapid development of resistance mechanisms, increases in adverse effects, and a low spectrum activity proved to be barriers to efficacious treatment. 4 In late 2013, two new agents were approved e sofosbuvir and simeprevir e which have higher barriers to resistance and drastically improved success rates; however cost concerns could limit their utilization, especially in developing countries like Egypt. Sofosbuvir costs approximately $1000 per pill, because the wholesaler acquisition cost of a four week supply is $28,000. Depending on genotype, sofosbuvir costs $84,000 and $168,000 for 12 and 24 week-based treatment, without taking into considerations of costs of ribavirin and peginterferon. Not only does this add an additional burden to the health care system, but could also prevent patients from getting access. 4, 5 There are 11 genetically distinct genotypes and more than 50 subtypes of the virus that have been identified. 6 Genotype 1 and 4 are often considered more difficult to treat than genotype 2 and 3, 7 leaving patients with genotype-4 with fewer treatment options, even though genotype-4 is common in Egypt and throughout the Middle East and Africa. 8 Consequently, there is a continuous need for promising biomarkers for the interferon-based therapy.
IFN-l3, coded by the interleukin 28B (IL28B) gene, is a cytokine 9 involved in the antiviral immune response and inhibits HCV replication in vitro. 10 Recently, the impact of the IL28B gene SNPs on HCV treatment was discovered and it has been studied in several ethnicities and various viral genotypes. 11e13 Major findings include the association of the minor alleles (rs12979860, rs8099917, and rs12980275) with non-responsiveness to interferon-based antiviral therapy. IL28B rs12980275 polymorphism was not found in HCV genotype 2 and 3 infected patients. 14, 15 Although SNPs in the IL28B locus are probably the most well-known predictors of outcome of interferon therapy, the effect has been less widely examined in genotype-4a and there are unfavorable effects varied between ethnicities (EuropeanAmericans: OR 7.3, African-Americans: OR 6.1, Hispanics: OR 5.6), some interethnic variability in treatment response may be explained by this variant. 11 Consequently, there is an unmet need for novel biomarkers for response to interferon-based therapy.
Teodoro and Branton have suggested that apoptosis, a biological phenomenon that plays a crucial role in immune regulation and tissue homeostasis, is an important machinery in limiting viral replication. In addition, apoptosis induction upon HCV infection may contribute to viral clearance, while its inhibition may result in HCV persistence and oncogenesis. 16 BCL2 gene, a key regulator of apoptosis, has a single nucleotide polymorphism at codon 43 (127G/A) and it is recently reported that this polymorphic point can be used as a sensitive biological marker for early prediction of 56.1% response rate to interferonbased therapy. 17 Over 25 years ago, a new P53 single nucleotide polymorphism located at codon 72 (rs1042522) and associated with arginine to proline (Arg/Pro) substitution has been identified. 18 Thereafter, numerous observations examined the role of P53 rs1042522 Arg/Pro polymorphism on hepatocellular carcinoma (HCC) and HCV-associated HCC incidences. Scientists suggested that there was a frequent loss of P53 rs1042522 Pro allele in HCV-positive carriers. 19 On the contrary, others found that there was no association between P53 rs1042522 genotypes and disease severity or hepatocarcinogenesis. 20 In HCV infection, CD95 expression was found to be upregulated within hepatocytes in accordance with the severity of liver inflammation. 21 These CD95-expressing hepatocytes become susceptible to the apoptotic death signal and play a crucial role in liver cell injury caused by HCV infection.
22 CD95-670A/G (rs1800682) polymorphism was associated potentially with fibrosis and cirrhosis in patients infected with HCV. 23 In addition, authors have suggested that there was a higher frequency of CD95 rs1800682 A/A genotype in spontaneously recovered patients from HCV infection compared to patients with persistent HCV infection. 24 On the contrary, other scientists have demonstrated that there was no significant correlation between CD95 rs1800682 polymorphism and fibrotic stages, while this polymorphism may account for some of the histopathological variations in HCV infections. 25 Some hormones play a significant role in immune cells regulation such as B-cells, T-cells, and natural killer cells. This advantage supports their vital roles in chronic liver disease resistance and attack from early stages of infections.
26e29 It was suggested that HCV infected patients have high prolactin concentrations, 30, 31 regardless of gender. 32 Besides, prolactin concentrations decreased significantly after antiviral therapy in responders compared to non-responders 33 ; regardless of gender. 32 Meanwhile, there were high significant decreases of post-treatment total testosterone concentrations when comparing males of non-responders with responders. 32 In addition, it was investigated that patients infected with HCV showed a significant decrease in human growth hormone levels compared to healthy subjects. Whereas, growth hormone concentrations increased after antiviral therapy in responders compared to non-responders. 34, 35 Overall, these observations promoted us to study the impact of the P53 rs1042522 and CD95 rs1800682 polymorphisms on the response to pegylated-interferon-based antiviral therapy among HCV genotype-4a infected patients. In addition, the previous observations of hormonal profile alterations during antiviral therapy guided us to examine the association between these hormonal alterations and the genetic polymorphisms as well as their impact on the treatment response.
Materials and methods

Study patients
Two hundred and forty volunteers were enrolled in this prospective study and divided into 3 groups; 86 in sustained virological responders group, 74 in non-responders group, and 80 in healthy controls group. The 160 patients who were infected with HCV visited outpatient clinics of the Tropical Medicine and Hepatology Department, El-Kasr El-Aini Hospital, Cairo University, Egypt; where they were diagnosed with chronic HCV infection. All volunteers were enrolled in the current study after signing a consent form. The patients were treated with subcutaneous injections of pegylatedinterferon-a 2b (Reiferon Retard â , Minapharm, Cairo, Egypt) (100 mg/week) combined with oral administration of ribavirin (Minapharm, Cairo, Egypt) (1000e1200 mg/day, body weight based) for 24 weeks. Patients were grouped according to treatment response. At week 24, 86 patients were tested negative with undetectable HCV-RNA and classified as responders, then continued treatment until week 48 to detect sustained virological response when the viral RNA remains undetected after six months of treatment cessation. Those who tested positive for HCV-RNA (n Z 74) stopped treatment at week 24 and were classified as nonresponders. The study protocol and informed consent were approved by the Ethics Committee of Cairo University.
Patients inclusion and exclusion criteria
Patients participated in the study were fulfilled the inclusion criteria included: elevated hepatic enzymes; ALT and AST (>37 IU/L); within 6 months prior to entry the study, hemoglobin (>11 g/dL), total leucocytes count (>3000/mm 3 ), neutrophils (>1500/mm 3 ), platelets (>100,000/mm 3 ), prothrombin time within normal range (9.8e13.8 s, presence of antinuclear antibodies (ANA titre <1/160), positive HCV antibodies, detectable HCV-RNA, HCV genotype-4a, liver biopsy showing histological evidence of chronic hepatitis and they were never previously treated with interferon. On the other hand, patients presented with HCC, liver diseases other than hepatitis C such as hepatitis B surface antigen (HBsAg) seropositivity or autoimmune hepatitis or cocontamination with the human immunodeficiency virus (HIV) and active schistosomiasis were excluded from this study.
Biochemical and hormonal tests
Biochemical tests including liver enzymes (ALT, and AST), total bilirubin, direct bilirubin, albumin, and alpha fetoprotein (AFP) were performed on patients infected with HCV genotype-4a and treated with PEG-IFN-a/RBV antiviral therapy on Integra-400 (Roche, Mannheim, Germany). Human prolactin, total testosterone, and growth hormone were quantified in all patients infected with HCV using the enzyme-linked immunosorbent assay (ELISA). Enzyme immunoassay (EIA) was used for the quantitative determination of prolactin and total testosterone concentrations was measured using ELISA kits purchased from Immunospec Corporation (California, USA). Meanwhile, human growth hormone levels were measured using ELISA kits supplied by DRG International (Mountainside, USA). All these measurements were examined before, during and after the combination therapy.
Histological investigations
Patients infected with chronic HCV were subjected to abdominal ultrasound and liver biopsy was taken from each patient before the onset of therapy to estimate the grade of activity and fibrosis according to metavir scoring system. 36 All biopsies were classified into 5 stages of fibrosis (F0: no fibrosis; F1: enlargement of portal tract without septa formation; F2: enlargement of portal tract with rare septa formation; F3: numerous septa without cirrhosis; F4: established cirrhosis) and 4 grades (inflammations) of histological activity (A0: none; A1: mild; A2: moderate; A3: severe) based on the intensity of necroinflammatory lesions.
HCV detection
The presence or absence of HCV antibodies was investigated by the third generation ELISA (DiaSorin, Torino, Italy). HCV-RNA in serum was measured before treatment and routinely at week 24 and 48 after treatment and graded into low (200,000e1,000,000 copies/mL), moderate (1,000,000e5,000,000 copies/mL), and high (5,000,000e25,000,000 copies/mL) viral levels.
RNA was extracted from sera using a Qiagen viral RNA kit (Qiagen, Hilden, Germany), then real time reverse transcription polymerase chain reaction (qRT-PCR) was performed using a LightCycler system (Roche, Mannheim, Germany). Amplification primers for HCV were 5 0 primer K78F (CAAGCACCC TATCAGGCAGT) 
HCV-RNA genotyping
RNA was isolated from sera for HCV genotyping using a Qiagen viral RNA kit (Qiagen, Hilden, Germany). HCV-RNA genotyping was performed using Ohno method which depends on nested PCR amplification of the virus core gene using genotype specific primers mentioned previously.
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P53 rs1042522 and CD95 rs1800682 genotyping
The single nucleotide polymorphisms of P53 rs1042522 and CD95 rs1800682 were studied to find whether these polymorphisms have an impact on HCV response to interferonbased therapy. The DNA was extracted from whole blood of all individuals using QIAamp DNA blood Mini kit (Qiagen, Hilden, Germany). PCR was performed using the thermal cycler (Biometra â , Göttingen, Germany) for amplifying P53 and CD95 genes. PCR reagents were supplied by (Promega, Southampton, UK). Primer sequences were as follow: the forward primer ( C and 58 C respectively for 30 s, and extension at 72 C for 30 s. These amplicons were enrolled in restriction fragment length polymorphism (RFLP) technique after purification.
The purified PCR products of P53 and CD95 genes were incubated at 37 C overnight with Bsh1236I and BstNI restriction enzymes respectively to identify three different genotypes of each gene as described in numerous previous studies [19, 20, 23, 25, 38] and illustrated in Table 1 . Restriction enzymes were purchased from (Fermentas, Ontario, Canada). Amplified DNA or digested PCR Products was loaded and electrophoresed on a 3% agarose gel prepared in 1 Â TBE buffer using a gated mini-gel tank (BioRad, California, USA) and containing ethidium bromide (0.5 mg/ ml) for 40 min at 100 V. DNA ladder (Fermentas, Ontario, Canada) was routinely used as a molecular weight standard as a reference in the agarose gel. The gel was visualized on a UV gel documentation computerized system. Images were manipulated by BioDocAnalyze software program (Biometra â , Göttingen, Germany).
Biostatistics
The data have been expressed as mean AE standard error (S.E.) and the range was stated between parentheses.
Comparison of variables between the study groups has been done using analysis of variance (ANOVA) test. Data were statistically described using statistical computer program: SPSS (Statistical Package for the Social Science, USA, version 17). For comparing categorical data, Chi-square (c 2 ) test was performed. A Chi-square (c 2 ) less than 3.84 was considered as a non-statistically significant value and (c 2 ) more than 3.84 was considered as a statistically significant value. A receiver operating characteristic (ROC) analysis was used to determine the area under ROC curve (AUC), sensitivity, and specificity for the studied prognostic markers. To rank the importance of predictor variables, logistic regressions of some promising variables were performed.
Results
Demographic and clinical data
Data for all HCV genotype-4a infected patients and treated with pegylated-interferon-a plus ribavirin (PEG-IFN-a/RBV) as well as control subjects were collected. There was no significant difference of age, gender, and body mass index (BMI) when comparing sustained virological responders (SVR) with either non-responders (NR) or controls (p > 0.05) 
SNPs: single nucleotide polymorphisms. RFLP: restriction fragment length polymorphism. R.E.: restriction enzyme.
as shown in Table 2 . In addition, the hepatic function tests, including AST, ALT, total bilirubin, direct bilirubin, albumin, and AFP of 86 SVR against 74 NR patients (pre-and posttreatment with PEG-IFN-a/RBV) were analyzed; where there were high significant increases (p < 0.01) of posttreatment ALT, AST, direct bilirubin, and albumin as well as a significant increase (p < 0.05) of post-treatment total bilirubin when comparing responders with non-responders. On the contrary, there was no significant difference (p > 0.05) of pre-treatment AST, ALT, total bilirubin, direct bilirubin, albumin, and AFP as well as post-treatment AFP when comparing SVR with NR patients. Finally, there were high significant differences (p < 0.01) of pre-treatment ALT, AST, total bilirubin, direct bilirubin, and AFP levels when comparing either SVR or NR patients with controls.
Virological and histological data
The metavir scoring system including hepatic activity scores (A0/1 and A2/3) and fibrotic stages (F0/1, F2, and F3/4) as well as the low, moderate, and high viral loads were collected from 86 SVR and 74 NR patients (pre-and posttreatment with PEG-IFN-a/RBV); where there were high frequency and significant differences of the low, moderate, and high viral loads when comparing post-treated SVR with NR patients (c2 Z 48.31, 66.69, 6.38; respectively). On the contrary, there was no significant difference (p > 0.05) of the low, moderate, and high viral loads when comparing pre-treated SVR with NR patients (c2 Z 3.183, 0.247, 3.678; respectively) as illustrated in Table 3 .
Regarding the metavir scoring system, there were high frequency and significant differences of pre-treatment hepatic activity scores (A0/1 and A2/3) and liver fibrotic stages (F0/1, F2, and F3/4) when comparing SVR with NR patients (c2 Z 4.34, 4.34, 28.6, 6.04, 11.12; respectively). On the other hand, there were high frequency and significant differences of post-treatment hepatic activity scores (A0/1 and A2/3) and liver fibrotic scores (F0/1 and F3/4) when comparing SVR with NR patients (c2 Z 20.20, 20.20, 11.17, 33.09; respectively). On the contrary, there was no significant difference (p > 0.05) of pre-and posttreatment hepatic fibrotic score (F2) when comparing SVR with NR patients (c2 Z 0.01, 3.33; respectively) as shown in Table 3 .
Identification of P53 rs1042522 and CD95 rs1800682 genetic variants
In all patients infected with HCV and healthy individuals, Bsh1236I restriction enzyme was used to distinguish between P53 rs1042522 Arg/Arg, Pro/Pro, and Arg/Pro. Bsh1236I digestion of the PCR amplicon (199 bp) was performed to identify the three different genotypes of P53: the homozygous Arg72Arg (þ72 G/G) genotype at (113 bpþ86 bp), the homozygous Pro72Pro (þ72 C/C) genotype at (199 bp), and the heterozygous Arg72Pro (þ72 G/C) genotype at (199 bpþ113 bpþ86 bp) as illustrated in Fig. 1 .
Additionally, the BstNI digestion of the PCR amplicon (233 bp) was used to discriminate CD95 rs1800682 A/A, G/G, and A/G among HCV infected patients and healthy controls. BstNI/RFLP analysis was performed to identify the different three types of CD95 genotypes; the homozygous À670 A/A genotype at (233 bpþ99 bp), the homozygous À670 G/G genotype at (189 bpþ99 bpþ44 bp), and the heterozygous À670 A/G genotype at (233 bpþ189 bpþ99 bpþ44 bp) as illustrated in Fig. 2 . Frequencies of P53 rs1042522 and CD95 rs1800682 polymorphisms In addition, Table 4 shows that there was no significant difference of all P53 and CD95 genetic variants (c2> 3.84) when comparing responders with controls, while there were high significant differences of P53 rs1042522 Pro/Pro genotype and recessive model (Pro/Pro vs Arg/Arg plus Arg/Pro) as well as significant differences (c2< 3.84) of P53 rs1042522 Arg/Arg genotype and dominant model (Arg/Arg vs Pro/Pro plus Arg/Pro) when comparing nonresponders with controls. On the other side, nonresponders have significant differences (c2< 3.84) of CD95 rs1800682 A/A and A/G genotypes as well as the dominant model (A/A vs. G/G plus A/G) compared to controls.
Response rates of P53 rs1042522 and CD95 rs1800682 polymorphisms Table 5 shows the treatment response frequencies of P53 rs1042522 Arg/Pro and CD95 rs 1800682 A/G genetic polymorphisms in patients treated with PEG-IFN/RBV in Table 4 Frequencies of P53 and CD95 polymorphic spots at þ72 G/C and À670 A/G respectively in all subjects.
Genotypes/ Alleles/models 
Association between hormonal profile and genotypes of P53 and CD95 in term of treatment response
The association between the hormonal profile, including prolactin, total testosterone, and growth hormone levels, as well as the genetic polymorphisms of P53 rs1042522 and CD95 rs1800682 was summarized in Table 6 among SVR and NR patients. This table showed that responders have high significant decreases of prolactin levels in case of P53 rs1042522 C/C genotype and CD95 rs1800682 A/A genotype (p < 0.01), high significant increases of total testosterone concentrations in case of P53 rs1042522 C/C genotype (p < 0.01), and significant increases of growth hormone levels in case of P53 rs1042522 G/G genotype (p < 0.01) and CD95 rs1800682 A/A genotype (p < 0.05) compared to nonresponders. Table 7 summarizes the different logistic regressions of the human pre-and post-treatment prolactin and testosterone against different independent variables of hormonal and biochemical measured parameters in HCV responders and non-responders. Regression analysis for pre-treatment prolactin showed a significant positive correlation with post-treatment prolactin and a significant negative correlation with post-treatment testosterone in HCV responders and non-responders (p < 0.01). Meanwhile, pre-treatment prolactin showed a significant positive correlation with pre-treatment total bilirubin in responders (p < 0.005). On the other side, post-treatment testosterone had a significant positive correlation with pre-treatment testosterone and vice versa in HCV responders and non-responders (p < 0.01).
Logistic regression analyses
Response rates of P53 rs1042522, CD95 rs1800682 versus IL28B rs12979860 and BCL2 rs1800477 polymorphisms
The treatment response rates of IL28B rs12979860 39 versus P53 rs1042522, CD95 rs1800682, and BCL2 rs1800477 17 polymorphisms in HCV genotype-4 infected patients were illustrated in Fig. 3 . IL28B rs12979860 C/C, P53 rs1042522 Arg/Arg (G/G), CD95 rs1800682 A/A, and BCL2 rs1800477 A/ A genotypes have high treatment response rates compared to the remaining genotypes of the same polymorphic points. There was no significant difference of sustained virological response rates when comparing IL28B rs12979860 C/C variant with CD95 rs1800682 A/A variant and IL28B rs12979860 C/T variant with P53 rs1042522 Arg/ Pro (G/C) variant. On the other side, there were significant increases of sustained virological response rates when comparing IL28B rs12979860 C/C variant with either P53 rs1042522 G/G variant or BCL2 rs1800477 G/G variant (p > 0.01), IL28B rs12979860 C/T variant with either CD95 rs1800682 A/G (p < 0.05) or BCL2 rs1800477 G/A variant (p < 0.01), and CD95 rs1800682 G/G variant with IL28B rs12979860 T/T variant (p < 0.05) or P53 rs1042522 Pro/Pro (C/C) variant (p < 0.01) or BCL2 rs1800477 A/A variant (p < 0.01). 
ROC curve analyses
The significance of P53 rs1042522 Arg/Pro, CD95 rs1800682 A/G, and P53 rs1042522 Arg/Pro plus CD95 rs1800682 A/G polymorphisms as prognostic biomarkers for the HCV treatment response (responders, n Z 86; non-responders, n Z 74) was assessed using a receiver operating characteristic (ROC) curve. The P53 rs1042522 Arg/Pro, CD95 rs1800682 A/G, and the P53 rs1042522 Arg/Pro plus CD95 rs1800682 A/G genetic polymorphisms could be used to distinguish between the SVR and NR patients with area under the curve (AUC) of 0.702, 0.707, and 0.710 respectively (Odds ratio: 9.49, 4.61, and 5.60; 95% CI: 0.594e0.811, 0.582e0.832, and 0.630e0.790, respectively), sensitivity of 90.5%, 78%, and 86% as well as specificity of 50%, 36%, and 44% respectively (p Z 0.001, 0.004, and 0.000, respectively) as illustrated in Fig. 4 .
Sensitivity and specificity of P53, CD95, IL28B, IP-10, and IRRDR
A comparison between IL28B rs12979860, interferon gamma-induced protein-10 (IP-10 < 150 pg/mL), IL28B rs12979860 plus IP-10 < 150 pg/mL, 40 IFN-RBV resistancedetermining region (IRRDR/NS5A of HCV-4a), 41 P53 rs1042522, CD95 rs1800682, and P53 rs1042522 plus CD95 rs1800682 was illustrated in Fig. 5 in terms of sensitivity and specificity according to sustained virological response rate among patients infected with HCV genotype-4a. By considering IL28B rs12979860 plus IP-10 < 150 pg/mL have the highest specificity, 30 there were high significant increases when comparing this marker of response with the remaining ones in term of specificity (p < 0.01). Whereas, by considering P53 rs1042522 has the highest sensitivity, there were no significant increases when comparing this response marker with IRRDR/NS5A of HCV-4a and P53 rs1042522 plus CD95 rs1800682 (p > 0.05), while there were significant increases when comparing P53 rs1042522 with IL28B rs12979860, IP-10 < 150 pg/mL, IL28B rs12979860 plus IP-10 < 150 pg/mL, P53 rs1042522 (p < 0.01), and CD95 rs1800682 (p < 0.05).
Discussion
Several demographic, clinical, virological, and histological factors were studied among responder and non-responder patients infected with HCV genotype-4a. In addition, the association between these factors and the response to the antiviral therapy of pegylated-interferon and ribavirin was investigated. This study found that there was a potential impact of non-responsiveness to antiviral treatment on elevating frequencies of post-treatment ALT, AST, total bilirubin, direct bilirubin, and albumin. The statistical differences of these hepatic tests between responders and non-responders were supported by previous observations. 42, 43 Thus, the early normalization of abnormal ALT and AST levels of HCV infection may indicate response to antiviral treatment which agrees with numerous studies. 44e48 In addition, the present study has demonstrated that AFP was negatively associated with treatment response in 160 HCV genotype-4a infected patients, which supported by a previously reported study of 100 Egyptian HCV infected patients. 49 On the virological and histological side, some studies have shown that high viral load of HCV-RNA is negatively associated with sustained virological response to Table 6 Correlation between hormonal profile and genotypes of P53 and CD95 at þ72 G/C and À670 A/G polymorphic points. treatment. 50e52 This observation was confirmed by the current finding which indicates that pre-treatment response prediction was not associated with the HCV-RNA viral loads. On the contrary, there were high statistically significant differences of the low, moderate, and high viral loads when comparing post-treated responders with nonresponders. In addition, there were high statistically significant differences of pre-and post-treatment hepatic activity and fibrotic scores when comparing responders with non-responders. This finding agreed with a previous observation indicates that high baseline viral load and high fibrosis stage were associated with non-responsiveness to antiviral treatment. 53 On the other hand, previous studies found that non-responders have non-significant higher frequencies of viral load as well as higher grade of hepatic activity and fibrotic stages than in responders. 17, 54 The present study found that Pro variant of P53 rs1042522 was high frequently found in non-responders compared to responders, while P53 recessive genetic model (Arg/Arg þ Arg/Pro) was frequently found in responders compared to non-responders. Therefore, Pro variant and recessive model of P53 rs1042522 may be used as sensitive genetic biomarkers for non-responsiveness and responsiveness respectively to the antiviral dual therapy. Numerous studies have investigated the association between P53 rs1042522 and disease severity, while there was a lack of observations associated with treatment response. Very recently, it was investigated that P53 rs1042522 Pro/ Pro and Arg/Arg genotypes may be potentially used as sensitive genetic markers for HCV genotype-4a susceptibility. 38 Authors suggested that there was a frequent loss of proline allele in HCV-positive carriers which in turn plays critical role in hepatocarcinogenesis. 10 Others investigated that P53 genetic polymorphisms were frequently found in patients with cirrhotic livers compared to patient with chronic hepatitis, suggesting that P53 polymorphisms at this stage may be a causative factor that may potentially leads to HCC. 55 On the contrary, it was investigated that there was no association between codon þ72 genotypes and HCV genotypes 2a and 2b infections, 56 disease severity, 20 or hepatocellular carcinoma 19 compared to controls. Finally, there was a significant correlation between male homozygotes for P53 72Pro with HCV type 1b infection. 56 In the current study, it was investigated that A/A variant of CD95 rs1800682 was high frequently found in responders compared to non-responders. Therefore, A/A variant of CD95 rs1800682 may be used as a strong polymorphic marker for responsiveness to the interferon-based therapy. Numerous studies have investigated the association between CD95 rs1800682 and disease severity, while there was a lack of observations associated with the treatment response. Recently, it was found that CD95 rs1800682 A/G polymorphism was potentially associated with significant fibrosis and cirrhosis in chronic HCV patients. 23, 38 Reference to the current study and our recently published article, 38 we can deduced that the Pro variant of P53 rs1042522 may be used as a sensitive genetic biomarker for non-responsiveness to the antiviral dual therapy (NR: SVR Z 85.7%: 14.3%), HCV genotype-4a susceptibility (HCV: controls Z 17.5%: 6.25%), and severity of inflammatorybased disease (Advanced: mild fibrosis Z 28.95%: 12.5%). Meanwhile, the A/A variant of CD95 rs1800682 may be used as a strong polymorphic marker for responsiveness to the The present finding was agreed with Ksiaa's findings who found a higher frequency of the A/A genotype of the CD95 gene in spontaneously recovered patients from HCV than in patients with persistent HCV infection. 24 They concluded that the A/A genotype of the CD95 gene influences the outcome of HCV infection in patients on hemodialysis. In addition, Aguilar-Reina group investigated that there was an association between the CD95 rs1800682 A/G polymorphic spot and the grade of necrosis in chronic HCV patients. 57 Conversely, others demonstrated that there was no correlation between CD95 promoter genotypes and fibrotic stages as well as CD95 gene polymorphism may account for some of the histopathological variability in HCV infection. 25 Viral eradication from infected cells through apoptosis 16 and inhibiting viral replication through enhancing immune response 10 are two crucial processes associated with achieving viral clearance. It was suggested that IFN-a can induce apoptosis through BCL2 family members. Thus, BCL2 may be used as a prognostic predictor for IFN-a sensitivity of the disease. 58 Recently, the potential role of the BCL2 rs1800477 polymorphism was examined among HCV patients treated with PEG-IFN-a and RBV antiviral therapy. 17, 59 Authors concluded that polymorphism in BCL2 rs1800477 polymorphism can augment the current array of predictors of therapeutic response to PEG-IFN-a/RBV in patients infected with HCV genotype-4. On the other hand, IFN-l3, coded by the IL28B gene, involved in the antiviral immune response and inhibited HCV replication in vitro. 10 In addition, the impact of the IL28B polymorphisms on HCV treatment was investigated in genome wide association study 11 and it has been studied in several ethnicities and various viral genotypes. 12, 13, 60 Moreover, IL28B rs12979860 C/C genotype, 39 P53 rs1042522 G/G genotype, CD95 rs1800682 A/A genotype, BCL2 rs1800477 A/A genotype 17 were associated with better treatment response rates compared to the remaining genotypes of the same polymorphic points.
Intriguingly, it was found that HCV genotype-4 patients who have normal growth hormone concentrations and BCL2 43Ala genotype can successfully achieve response to interferon-based therapy. 61 In addition, the hormonal profile (prolactin, total testosterone, growth hormone) provides promising biomarkers for HCV treatment response when associated with P53 rs1042522 and CD95 rs1800682 genetic polymorphisms; where sustained virological responders have low prolactin levels and either P53 rs1042522 C/C genotype or CD95 rs1800682 A/A genotype, high total testosterone concentrations and P53 rs1042522 C/C genotype, as well as high growth hormone levels and either P53 rs1042522 G/G genotype or CD95 rs1800682 A/A genotype compared to non-responders.
Finally, we concluded that Pro variant of P53 rs1042522 may be used as a polymorphic predictor for nonresponsiveness to antiviral therapy of HCV genotype-4a infection, while A/A variant of CD95 rs1800682 and recessive model of P53 rs1042522 may be used as genetic biomarkers for responsiveness to antiviral therapy of HCV genotype-4a infection among Egyptian population. In Figure 5 Comparative sensitivity and specificity of IL28B (rs12979860), IP-10<150 pg/mL, IL28B (rs12979860) plus IP-10<150 pg/ mL, IRRDR (HCV-4a), P53 rs1042522, CD95 rs1800682, and P53 rs1042522 plus CD95 rs 1800682 in order to discriminate between the responders and non-responders among the chronic HCV genotype-4a patients. addition, the combination between the P53 rs1042522 and CD95 rs1800682 may be used as a powerful prognostic predictor for the HCV genotype-4a treatment response. Intriguingly, low prolactin, high total testosterone, and high growth hormone levels may provide promising biomarkers for early prediction of HCV treatment response when associated with P53 rs1042522 C/C and CD95 rs1800682 A/A genotypes.
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